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SUMM . . . exogenous DNA (e.g., DNA spilled onto lab surfaces) or 

cross-contamination is also a major consideration. Reaction conditions 
must be carefully optimized for each different primer pair and 
target sequence, and the process can take days, even for an experienced 
investigator. The. . . to penetrate the clinical market in a 
significant way. The same concerns arise with LCR, as LCR must also be 
optimized to use different oligonucleotide sequences for each 

target sequence. In addition, both methods require expensive equipment, 
capable of precise temperature cycling. 

DETD . . . contains sequences at its 3' end which are substantially the 
same as sequences located at the 5' end of a probe 
oligonucleotide; these regions will compete for 
hybridization to the same segment along a complementary target 
nucleic acid . 

DETD Temperature is also an important factor in the hybridization 
of oligonucleotides. The range of temperature tested will 
depend in large part, on the design of the oligonucleotides, as 
discussed above. In a preferred embodiment, the. . . a nucleic acid 
is only an approximation, the reaction temperatures chosen for initial 
tests should bracket the calculated T.sub.m. While optimizations 
are not limited to this, 5. degree. C. increments are convenient test 
intervals in these optimization assays. 

DETD . . . manufacturer 1 s instructions are a resource for this 

information. When developing an assay utilizing any particular cleavage 
agent, the oligonucleotide and temperature 
optimizations described above should be performed in the buffer 
conditions best suited to that cleavage agent. 

DETD ... by the addition of 5 .mu.l of the appropriate enzyme mixture. 
The reaction mixtures were then incubated at 63. degree. C. 
temperature for 15 minutes. The reactions were stopped by the 

addition of 8 .mu.l of 95% formamide with 20 mM EDTA. . . nucleases 
tested have the ability to catalyze invader-directed cleavage in at 
least one of the buffer systems tested. Although not optimized 
here, these cleavage agents are suitable for use in the methods of the 
present invention . 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT . 

AB The present invention relates to means for the detection and 

characterization of nucleic acid sequences, as well as variations in 
nucleic acid sequences. The present invention also relates to methods 
for forming a nucleic acid cleavage structure on a target sequence and 
cleaving the nucleic acid cleavage structure in a site-specific manner. 
The structure-specific nuclease activity of a variety of enzymes is 



used 



to cleave the target-dependent cleavage structure, thereby indicating 
the presence of specific nucleic acid sequences or specific variations 
thereof . 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention relates to means for the detection and 

characterization of nucleic acid sequences, as well as variations in 
nucleic acid sequences. The present invention also relates to methods 
for forming a nucleic acid cleavage structure on a target sequence and 
cleaving the nucleic acid cleavage structure in a site-specific manner. 
The 5' nuclease activity of a variety of enzymes is used to cleave the 
target-dependent cleavage structure, thereby indicating the presence of 
specific nucleic acid sequences or specific variations thereof. The 
present invention further relates to methods and devices for the 
separation of nucleic acid molecules based by charge. 
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THIS PATENT . 

A diagnostic reagent is disclosed containing a complex of a probe 
polynucleotide (P) bound via purine/pyrimidine hydrogen bonding to a 
labeled polynucleotide (L) . The probe (P) contains a target binding 
region (TBR) capable of binding to a target nucleotide sequence (G) of 

biological sample. A method is disclosed in which contact with a sample 
containing the target nucleotide sequence (G) causes binding, initially 
between G and a single-stranded portion (IBR) of the target binding 
region (TBR) . Thereafter the labeled polynucleotide (L) is displaced 
from the complex by branch migration of (G) into the (P)/(L) binding 
region. A volume excluding polymeric agent such as poly { ethylene oxide) 
(PEO or PEG) or other polyethers enhances the rate of appearance of 
displaced labeled polynucleotide. Determination of displaced labeled 
polynucleotide (L) gives a value which is a function of the presence 

concentration of target nucleotide sequence (G) in the sample. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

Methods for identification or detection of a species of an organism or 

group of related species of an organism by species non-specific 
amplification of a target sequence followed by species- or 
group-specific detection of the amplification products. Also provided 
are a target sequence which is amplifiable in multiple species of 
mycobacteria using a single pair of amplification primers and species- 
and group-specific detector probes for hybridization to the assay 
regioin of the amplified target. Blocking oligonucleotides are employed 
to allow discrimination among species in, which the amplified target 
sequences are sufficiently similar that they cross-hybridize to an 

probe . 
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DETD . . . temperatures resulted in equivalent or higher signal from M. 

avium and M. intracellular, but also increased signal from M. 
chelonae . 

Temperature optimization for assay 

hybridization using the blocker probe SEQ ID NO: 11 

indicated that 42. 5. degree. C. hybridization gave the best ratio of 
specific- to non-specific signal and provided >100 fold discrimination 
between signals from the specific and non-specific targets. Such 
hybridization temperature studies are routine for 
optimizing hybridization of a probe or 

primer to its target sequence and would usually be performed to 
optimize 

the performance of any blocking oligonucleotide. 



